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The proton-pumping NADH:ubiquinone oxidoreductase (com-
plex I) is the ﬁrst and largest enzyme of the respiratory chain [1],
coupling the transfer of electrons from NADH to ubiquinone with
the translocation of protons across the membrane, thus contributing
to the generation of the proton motive force required for energy
consuming processes. This molecular mechanism is still under
debate although this protein has been under study for more than
40 years. To make further progress, FTIR and resonance Raman
spectroscopy are used to understand more about the structure and
the function of this protein [2]. The structure of complex I was
elucidated by the group of Sazanov in 2011 [3]. The structure
conﬁrmed that complex I consists of an unusual L-shaped structure
with a peripheral arm extending into the aqueous phase, that
includes all previously determined cofactors and a membrane part
embedded in the lipid bilayer, where proton translocation takes
place. There is evidence that the energy released by the redox
reaction is transmitted by conformational changes of a 110 Å
“horizontal” helix aligning the membrane arm [4]. In this work,
we are studying mutations in the membrane part of complex I
particularly in the NuoL subunit. First, the electrochemically in-
duced FTIR difference spectra have been obtained for the wild
type and for the NuoL mutants and the inﬂuence of these mutations
on the conformational control of the enzyme has been shown.
Furthermore, the hydrogen deuterium exchange kinetics was
performed on the wild type and the mutants which help to moni-
tor the ﬂexibility, hydrogen bonding, as well as conformational
changes.
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NADH:ubiquinone oxidoreductase (complex I) is the ﬁrst enzyme
of the respiratory electron transport chain, providing a key entry
point for electrons. It oxidises NADH and reduces ubiquinone,
coupling the electron transfer to the translocation of protons across
the inner mitochondrial membrane; the proton electrochemical
potential generated here is utilised for ATP synthesis [1]. Mutations
in complex I account for approximately 30% of cases of mitochondrial
respiratory chain deﬁciencies in humans and hence contribute sig-
niﬁcantly to mitochondrial disorders with clinical phenotypes that
range from severe lactic acidosis in children to muscle weakness in
adults [2]. Mutations that occur in the 51 kDa subunit are particularly
relevant since this subunit contains the highly conserved ﬂavin and
NADH-binding site. Yarrowia lipolytica is an obligate aerobic yeast
and a powerful model for both structural and functional studies on
complex I [3]. It has a fully sequenced genome, a high content of
mitochondria with steady expression of complex I and the ability to
easily express mutations from a plasmid in a knockout strain. It also
contains similar supernumerary subunits to its mammalian counter-
part, making it a good model for studying human mutations. The
present work evaluates the use of Y. lipolytica as a model organism
to study pathologically relevant mutations at the ﬂavin site. The
impacts of these mutations on the function of complex I have been
assessed by characterising the ﬂavin and ubiquinone-site activities,
measuring the stability of the ﬂavin site and monitoring the pro-
duction of reactive oxygen species (ROS). The results will broaden
our understanding of how mutations at the ﬂavin site affect the
function of complex I and their relevance to mitochondrial dysfunc-
tion and related diseases.
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Complex I (NADH:ubiquinone oxidoreductase, type I) is the
electron input enzyme of the respiratory chain of mitochondria and
many bacteria. It transfers electrons from the donor, NADH, to the
acceptor, ubiquinone. This transfer of reducing equivalents is coupled
to translocation of 3 or 4 protons per 2 electrons across the mem-
brane. Among other enzymes of the respiratory chain, Complex I
is the most structurally complex and functionally enigmatic. To
reveal the molecular mechanism of a proton pump the identiﬁcation
of partial reactions of the respective catalytic cycle by following the
single turnover in real time is prerequisite. The homemade kinetic
spectrometer equipped with ultra-fast microﬂuidic stopped-ﬂow
setup was developed. The parameters of this setup such as low
sample consumption, ~0.007 ml per shot, and short dead time,
~0.25 ms, as well as the fast registration of the absorbance changes
not at a single wavelength but in particular wavelength range, give a
unique possibility to resolve optically the events upon a single
catalytic cycle. The data obtained by fast mixing of Complex I and
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